The predominant cause of cancer mortality is metastasis. The major impediment to cancer cure is the intrinsic or acquired resistance to currently available therapies. Cancer is heterogeneous at the genetic, epigenetic, and metabolic levels. And, while a molecular-targeted drug may be pathway-precise, it can still fail to achieve wholesome cancer-precise toxicity. In the current review, we discuss the strategic differences between targeting the strengths of cancer cells in phenotypic plasticity and heterogeneity and targeting shared vulnerabilities of cancer cells such as the compromised integrity of membranous organelles. To better recapitulate subpopulations of cancer cells in different phenotypic and functional states, we developed a schematic combination of 2-dimensional culture (2D), 3-dimmensional culture in collagen I (3D), and mammosphere culture for stem cells (mammosphere), designated as Scheme 2D/3D/mammosphere. We investigated how the tumor suppressor maspin may limit carcinoma cell plasticity and affect their context-dependent response to drugs of different mechanisms including docetaxel, histone deacetylase (HDAC) inhibitor MS-275, and ionophore antibiotic salinomycin. We showed that tumor cell phenotypic plasticity is not an exclusive attribute to cancer stem cells. Nonetheless, three subpopulations of prostate cancer cells, enriched through Scheme 2D/3D/mammosphere, show qualitatively different drug responses. Interestingly, salinomycin was the only drug that effectively killed all three cancer cell subpopulations, irrespective of their capacity of stemness. Further, Scheme 2D/3D/ mammosphere may be a useful model to accelerate the screening for curative cancer drugs while avoiding costly characterization of compounds that may have only selective toxicity to some, but not all, cancer cell subpopulations.
Introduction
According to a projection by the American Cancer Society (ACS), more than 1,700,000 new cancer cases will occur in the USA in 2018 [1] . Current approaches to cancer management include early diagnosis and cancer-specific treatment modalities such as surgery, radiotherapy, and chemotherapy. Unfortunately, more than 600,000 Americans are projected to die of cancer in 2018. Based on the record of the World Health Organization, cancer is the second leading cause of death, responsible for about one in six deaths in the world [2] . A major impediment to a cancer cure is the intrinsic or acquired resistance to currently available therapies [3] [4] [5] . Advancements in mechanistic studies of cancer biology have led to the identification of numerous potential therapeutic targets [6] . Robust combinatorial chemistry has revolutionized the possibility and efficiency of making compounds of almost unlimited structural varieties [7, 8] . With the initiatives of the National Cancer Institute, well-characterized cancer and normal control cell lines can be tested simultaneously to minimize cell line-associated artifacts in drug screening [9] . The validation of potential therapeutic agents can be facilitated by an increasing number of animal tumor models, including patient-derived xenografts (PDX), cell line-based xenograft models [10] , genetically modified animals [11, 12] , as well as in vitro cell culture models [13, 14] . The measurements of drug-induced cellular phenotype changes have incorporated automation of multiplex in vitro format, for detection of a large number of biological and molecular endpoints, and high-resolution imaging modalities for quantification of in vivo tumor formation [15] . However, a major hurdle in treating cancer continues to lie in our inability to overcome its heterogeneity at multiple levels. Current drug screening strategies do not adequately recapitulate the complexity of drug response by subpopulations of cancer cells of diverse phenotypes. To date, we are yet to develop curative chemotherapeutics that eliminate not only the bulk of the tumor but also the drug-resistant residual cancer cells.
Cancer cell elimination as the goal of precision Cancer medicine
The predominant cause of cancer mortality is tumor metastasis, leading to tumor colonization and destruction of additional organs of selective preference. As summarized by Hanahan and Weinberg [16] , tumor metastasis results from the continuum of cross-talk between tumor cells and their host environments, which normally impose barriers (e.g., immune surveillance) and serious threats (e.g., cell death signals) to tumor cells. To successfully complete the metastatic process, cancer cells undergo multi-directional morphological transformations from a normal epithelial architecture to pliable phenotypes including, but not limited to, epithelial-to-mesenchymal transition (EMT) and mesenchymal-to-epithelial transition (MET). Inadvertently, as summarized in Fig. 1a , the gain of functional attributes that enables cancer cell immortality, survival, and phenotypic plasticity is at the cost of normal cell integrity. For example, tumor cell transformation results from the loss of genetic integrity, cell cycle checkpoints, and the control of proliferation by cell-cell and cell-matrix contacts. The invasiveness of cancer cells is propelled by the lack of fine-tuned stromal wound healing and reduced dependence of tumor cells on appropriate and intact extracellular matrix. For cancer cells to evade host immune surveillance, they can curtail the immunogenic Bdanger^alert and induce immune repression. It is of paramount importance to keep in mind that it is the tumor cells that spread from the organ/tissue of origin to distant sites. Thus, cancer cells are the ultimate driving force in tumor metastasis, and must be the ultimate drug target. That is why surgical removal of anatomically confined early stage tumor can be curative, whereas chemotherapeutic treatments that fail to completely eradiate residual tumor cells inevitably lead to drug-resistance and recurrence.
Overwhelming evidence demonstrates that cancerous lesions are always composed of heterogeneous cell populations of mixed phenotypes. Targeting phenotypic plasticity is critically important in case it underlies the acquired resistance of cells to death or promotes sustained survival [17] . If the therapeutics only block the phenotypic plasticity but stop short of eliminating the tumor cells, the treatment will not be curative. On the other hand, any treatment that eradicates only a subpopulation of cancer cells will leave the door open for recurrence. The fundamental concept of precision medicine is inspired by the possibility of personalized strategy to target cancer patients according to their cancer genetics [18, 19] . However, while DNA mutations and genetic instability lie at the heart of cancer development and progression, genetic changes alone, which are irreversible, cannot adequately explain the phenotypic plasticity cancer cells manifest throughout metastasis. Mutations in genes such as the Her2/neu oncogene and p53 tumor suppressor do not occur in all tumor cells and/or concomitantly in tumor progression [20, 21] . The probability of eliminating all viable tumor cells by targeting a particular cancer-driving genetic mutation is low. Thus, despite the exciting developments of molecular-targeted therapeutics with significant survival benefits to patients, these cancer genetics-based therapeutic strategies are not curative cancer-specific precision medicine.
Arguably, the best example for the ideal curative precision cancer medicine for metastatic cancer is the targeted immunotherapy that can elicit fatal toxicity to tumor cells while sparing the integrity and functions of normal cells in the hosts. For example, checkpoint immunotherapy that targets the immune repression mechanism mediated by tumor-derived programmed cell death protein 1 (PD-1) has achieved the breakthrough of long-term remission of metastatic cancer of various organs of origin and is generally well-tolerated [22] . The prostate cancer-specific autologous vaccine Sipuleucel-T, which is patients' dendritic cells stimulated by a fusion protein consisting of prostatic acid phosphatase and granulocytemacrophage colony stimulating factor, is curative in treating some cases of asymptomatic minimally metastatic prostate cancer [23] . The probability for the totality of immunotherapy-elicited cancer elimination attests that at least some tumor cells have acquired antigenicity that can be recognized by the host immune surveillance as danger alerts. On the other hand, host immunity against cancer, once activated, has the unparalleled advantage in its adaptive nature, persistent memory, and the intricate endogenous control of the aptitudes of the cytotoxic effects. Unfortunately, in checkpoint immunotherapy, tumor expression of programmed deathligand 1 (PD-L1) does not reliably predict a patient's response [22] . Similarly, there is no clear rationale to predict the prostate cancer patients' response to Sipuleucel-T [23] . It is reasonable to believe that future breakthroughs in cancer immunotherapy depend on better strategies and methods to identify immune-evasive cancer subpopulations.
The challenges of insufficiency in targeting the Bstrengths^of cancer cells
The gain of functions, as summarized in Fig. 1b , adds profound strengths to propel metastatic cancer cells through tumor progression and resist death threats. Compared to normal cells, cancer cells exhibit a higher order of freedom in their genetics and metabolic functions [24, 25] . Extensive experimental evidence demonstrates that manipulation or perturbation of any of the molecular pathways in cancer cells leads to cascades of not only direct responses but also indirect changes, ultimately elevating cellular defenses to counteract the initial changes. For example, despite the promising preclinical evidence that targeting a node of signal transduction by inhibiting the protein chaperone heat shock protein 90 (Hsp90) [26] , clinical trials of multiple generations of Hsp90 inhibitors were not effective in improving progression-free survival and overall survival of cancer patients [27, 28] . In addition, pharmacological inhibitors of the PI3K/AKT/ mTOR oncogenic signaling pathway actually enhance cellular survival, at least in part, through autophagy [29] [30] [31] .
A critical gain of function of cancer cells is their independence from the confined communal cell-cell organization for synchronized normal epithelial cells [32, 33] . Although cancer cells actively communicate among themselves, with stromal cells, and with acellular components in the tumor microenvironment, they can autonomously enter cell cycle, remain quiescent, undergo EMT, carry out basement membrane (BM) and extracellular matrix (ECM) invasion, or undergo MET. At any given time, if chemotherapy targets the cell cycle machinery, quiescent cancer cells may be spared. On the other hand, proliferating cancer cells may or may not be sensitive to drugs that target the underlying epigenetic control for EMT or MET such as HDAC inhibitors [34] or TGF-β inhibitors [35, 36] .
The difficulty to devise indiscriminate cancer precision medicine may be alleviated if we can identify the blueprints of all malignant traits. To this end, the concept of cancer stem cells (CSC) offers a reasonable framework to investigate the origin, progression, and drug resistance of cancer [37] [38] [39] [40] . CSCs are typically a subpopulation of cancer cells that can experimentally proliferate in self-renewal mode in the special mammosphere suspension culture. Most of the CSCs have been shown to express various combinations of molecular markers that are shared by normal stem cells. As compared to normal stem cells that are immortal and capable of spatially and temporally-controlled self-renewal and lineage-directed differentiation for the biogenesis of tissues and organs, the self-renewal of CSCs is not under developmental programmatic controls.
Further, the Bdifferentiation^of CSCs seems to have neither lineage specificity nor apparent terminal point. Since CSCs are associated with increased tumorigenicity and drugresistance in vitro and in xenograft tumor models, they may be the very cell population giving rise to cancer cell phenotypic plasticity. If that is the case, CSCs should be the ultimate autonomous engine that sustains tumor progression, metastasis, and drug resistance. Therefore, CSCs could be the ideal drug target for curative cancer treatment.
To date, the CSCs-based approach is yet to prove its potential to indiscriminately kill all cancer cells and prevent cancer recurrence in vivo. There are several major obstacles to the application of the CSCs concept. First, the immortality of cancer cells is not reserved to only CSCs as patient-derived xenograft with heterogeneous tumor cell populations or established cancer cell lines, of which only a small percentage bears the traits of CSCs, can be passed continuously under appropriate conditions. Second, it is yet to be established that non-CSC tumor cells cannot proliferate or undergo differentiation to any extent. Third, there is yet evidence to show that the drug-resistance mechanisms in CSCs are not shared at all by the non-CSC tumor cells. In addition, it is yet to be established that a single or multiple CSC populations are responsible for cancer heterogeneity.
Opportunities of targeting cancer cell BvulnerabilitiesT
he gains of cancer cellular functions and survival strengths also shift the epithelial homeostasis away from integrity, which may render cancer cells vulnerable. If cancer cells share some common points of vulnerability, targeting those vulnerabilities may kill cancer cells regardless of their heterogeneity and phenotypic plasticity. It is common knowledge that when DNA is damaged, cells die. Cancer cells are more vulnerable than normal cells to DNA-damaging agents because they are more proliferative and their DNA is more exposed. It is also well-established that the dynamic microtubule polymerization and depolymerization is essential for mitosis. For this reason, cancer cells are more sensitive than normal cells to microtubule-targeted drugs such as taxotere. Unfortunately, even when these drugs are used in combination for improved efficacy, only a subset of patients is sensitive to the treatment and survival benefits are limited.
Cell death can also be elicited when the plasma membrane and/or membrane-encapsulated organelles are irreversibly damaged [41, 42] . Furthermore, it has been demonstrated that the membranous organelles are integrated to sustain cell survival and stress response. Conversely, damage to organelle membrane integrity can directly elicit cell death. For example, mitochondrial membrane permeability is the most important switch of irreversible apoptosis. Lysosomes contain a large number of catabolic hydrolases that contribute to autophagy-mediated cell death. Stressed endoplasmic reticulum (ER) causes the accumulation of unfolded proteins in the ER lumen, unfolded protein response, and perturbations of steady-state levels of calcium, all of which can trigger cell death.
For cancer cells to survive and underdo phenotypic changes, they are constantly stressed to regenerate housekeeping subcellular structures including membranous organelles. As a result, the integrity of the plasma membranous or membranous organelles may be commonly compromised. It has been shown that cancer cells are iron-seeking, which make them vulnerable to drug-induced ferroptosis [43] , a subtype of necrosis that features unchecked lipid peroxidation and consequent collapse of the lipid bilayer membrane [44, 45] . Direct triggers of ferroptosis include irondependent production of reactive oxygen species (ROS) and inactivation of glutathione peroxide 4 [46] . Alternatively, ferroptotic cell death can be induced by cytoplasmic depletion of iron by ionophores, such as polyether antibiotic salinomycin [47] or its derivatives, which, in turn, leads to iron loading in lysosomes [48] .
Our group showed, in 2015, that salinomycin is highly toxic to prostate cancer cells, including CSCs and drug resistant cancer cell lines, without any significant toxicity to normal prostatic epithelial cells [49] . These results are consistent with other reports [47] [1] . Recently, similar results were reported with a synthetic derivative of salinomycin, AM5, in a study of breast cancer cells and breast CSCs [48] . Consistent with the notion that cancer cells exhibit increased cross-talk among membranous organelles, salinomycin also enhances the permeability of mitochondria [50] and vacuoles [51] . Thus, lipid bilayer-targeted drugs may be novel and promising chemotherapeutic agents, irrespective of cancer types, cancer cellular phenotypes, and the level of cancer cell stemness.
A strategic approach to recapitulate cancer cell phenotypic heterogeneity
A bottleneck in the discovery of curative cancer-targeted precision medicine continues to be the lack of a comprehensive strategy to fully assess the differential drug sensitivity derived from cancer phenotypic heterogeneity. Cancer cells are distinct from normal cells for their overall freedom of phenotypic directionality in their response to oncogenic pressures in various microenvironments [52] [53] [54] . In the same tumor tissue, cancer cells with different balances between oncogenic and tumor suppressive operatives may derive distinct phenotypes under the same internal and external pressures. However, we propose that regardless of the versatile underlying mechanisms, the proliferative states of cancer cells may be switched among three different modes: exponential proliferation, transient quiescence, and CSC-specific self-renewal. We postulate further that these three different cellular processes may dictate different responses to DNA-targeted drugs and inhibitors of non-genomic mechanisms. In addition, regardless of the differentiation grades or proliferative status, the perpetual tumor progression tends to compromise the integrity of lipid bilayer membranes, thus elevating tumor sensitivity to drugs that attack membranous structures and functions.
Our team developed a schematic combination of cell culture cancer models, designated as Scheme 2D/3D/ mammosphere [49] , based on the following considerations. The commonly used monolayer (2D) maintenance culture supports a combination of surviving cells and cells undergoing exponential growth. If the tumor mass contains CSCs, this small cell population can be serially enriched by mammosphere suspension culture (mammosphere), wherein CSCs are supported for self-renewal (or symmetric division). The 3D culture in collagen I, the most abundant substratum in ECM, has been shown to support epigenetic reprogramming for various cellular organizations and phenotypes [55] . As cancer cells transition among various states of differentiation in 3D COL culture, they may be restricted in cell proliferation or undergo quiescence. As schematically illustrated in Fig. 2a , we showed that in 2D cultures, poorly differentiated cell lines of prostate cancer such as DU145, PC3 and LNCaP C4-2B, and mouse cell lines derived from the PTEN conditional knockout model for prostate cancer are highly invasive and exhibit EMT hallmark gene expression profiles. When single cell suspensions prepared from the 2D cultures of these cells were grown in 3D COL culture, these cells formed solitary and solidly packed tumor nodules with the peripheral cells infiltrating the collagen matrix. A small percentage in each of these cell lines exhibited CSC characteristics in vitro and was highly tumorigenic in vivo [49] . The CSCs, when grown in 3D COL culture formed solitary and solidly packed tumor nodules at higher frequencies than the corresponding cells harvested directly from the 2D culture.
It is well established that in vivo malignant tumors, such as prostate cancer, are typically a heterogeneous mixture of cells of various differentiation grades at any given point and become increasingly more heterogeneous with disease progression. We have been particularly interested in how the tumor suppressor maspin [56] may limit carcinoma cell phenotypic plasticity and affect the context-dependent cancer cell response to drugs of different mechanisms. Maspin gene deletion in germ cells aborts embryogenesis [57] . In somatic cells, maspin expression is epithelial-specific [58] [59] [60] . Conditional deletion of the mouse maspin gene leads to an array of epithelial abnormalities, including grade 2-3 lung adenocarcinoma, mammary gland myoepithelial hyperplasia in female mice, and dorsal lateral prostate hyperplasia in male mice [57] . At the molecular level, maspin is an endogenous epithelialspecific inhibitor of HDAC1 [61] , and consequently controls the expression of a cluster of genes functionally involved in cell differentiation [49, 55] . In clinical specimens of various types of carcinomas, maspin expression inversely correlated with tumor progression [62] . Further, maspin is found to be severely downregulated in established cancer cell lines. Maspin transfection of cancer cell lines leads to reversal of tumor cell EMT, invasion, and metastasis, without directly regulating cell proliferation [56, [63] [64] [65] . In particular, maspin-transfected DU145 cells grew as better-differentiated epithelial-like acinar structures, in contrast to the solid tumor sheets of the mock transfected DU145 cells. As illustrated in Fig. 2b , when cultured in 3D COL, maspin-transfected cells formed epithelial-like acini, but failed to form CSC colonies in the mammosphere assay. Interestingly, maspin-transfected cells survived as aggregates, which failed to form tumor colonies in 3D COL culture, and lost their tumorigenicity in vivo. The cellular aggregates of the maspin-transfected cells in the mammosphere assay continued to survive for up to 6-7 passages in the mammosphere assay, demonstrating an increase in autophagy-induced survival, and eventually died of senescence [49] .
Clearly, the traditional 2D adherent culture system is insufficient to recapitulate the heterogeneous cancer phenotypes. In our hands, experimental control of maspin expression in prostate tumor cells in the schematic 2D/3D/mammoshphere culture system demonstrates the capacity of tumor cells to exist in multiple distinct differentiation states including: CSCs in selfrenewal mode under challenging microenvironments, tumor mass capable of invading the stroma, better differentiated phenotype with a higher level of preservation of epithelial-like cellular organization, and better differentiated cells in autophagy survival mode under extremely challenging conditions where only CSC-like cells survive. Importantly, the phenotypic plasticity or phenotypic heterogeneity is not an exclusive attribute to CSCs. As demonstrated by our study of maspin, genetically similar non-CSC tumor cells may display various levels of phenotypic plasticity in a context-dependent manner.
6 Scheme 2D/3D/mammosphere for cancer-targeted precision medicine screening
The phenotypic segregation by the 2D/3D/mammosphere culture scheme raised the hope that this scheme may allow the identification of therapeutic agents that can exert cytotoxicity with similar efficiency to the full spectrum of phenotypic variations in heterogeneous tumor masses [49] . We tested this idea by treating isogenic pairs of prostate cancer cells derived from DU145 and PC3. In the case of DU145 cells that do not express endogenous maspin; maspin is expressed ectopically by a transgene. In the case of PC3 cells that still express endogenous maspin, maspin expression is knockdown by maspin-specific small hairpin RNA (shRNA).
Several noteworthy observations are summarized in Fig.  2c . First, different subpopulations of prostate cancer cells had different responses to the same drug. For example, docetaxel, currently used as the last clinical resort for castration resistant prostate cancer (CRPC) [66] [67] [68] , killed highly proliferative cells in 2D culture but was not toxic to CSCs in suspension. Second, a better-differentiated phenotype is associated with decreased drug sensitivity to docetaxel. Although MS-275, a pharmacological inhibitor of class I HDACs, was toxic to cells in 2D and mammosphere cultures, it partially induced epithelial differentiation and lost the cytotoxicity in 3D COL culture. Third, maspin seems to exert different effects on different tumor cell subpopulations. On one hand, consistent with the notion that epithelial cells in polarized 3D acinar structure are in transient quiescence, the maspin-expressing tumor cells in 3D COL culture were less sensitive than the maspin-nonexpressing cells to docetaxel. On the other hand, the maspin-expressing tumor cells were more sensitive than maspin-nonexpressing tumor cells to MS-275 and salinomycin. These data are in line with our earlier observation that maspin does not directly regulate cell cycle progression but sensitizes exponentially growing tumor cells to drugs that directly induce cell death [64, [69] [70] [71] . Finally, salinomycin was the only drug that targeted all cell subpopulations, albeit with varying potencies. It is important to note that normal prostate epithelial cells that express a high level of maspin did not give rise to mammospheres or tumor colonies in 3D COL culture. These normal epithelial control cells are insensitive to the aforementioned treatments [49] , supporting the tumor-specificity of the targets of these drugs, regardless of how insufficient they may be.
Interestingly, we noted that drugs with lower EC 50, the concentration of a drug that gives half-maximal response, were not necessarily more effective in achieving maximal cytotoxicity (E max ). For example, docetaxel in 2D culture had an EC 50 in the nanomolar range. However, the concentrations at which maximum effect was achieved (E max ) plateaued at approximately 60%, thus revealing that 40% of the cells were drug resistant. It is conceivable that even in culture conditions that support exponential growth, some cells may not be in active symmetric proliferative cell cycle and may not be sensitive to drugs that target proliferation. For the same reason, it is not surprising that the enriched CSCs or cells that developed stable cellular organization (e.g., the maspin-expressing cells in 3D COL culture) were insensitive to docetaxel. In parallel, both maspin-expressing and -non-expressing cells in 3D COL culture were insensitive to MS-275, suggesting that ECMconfined tumor cells, that have reduced capacity for further phenotypic plasticity or growth, may be less dependent on epigenetic reprogramming. Cells that are unrestricted either for proliferation or for phenotypic transition may generally need the freedom of epigenetic reprogramming, thus can be generally susceptible to MS-275. Consistent with this notion, although MS-275 displayed different EC 50 values with maspin-expressing and maspin-non-expressing tumor cells, it had similar E max in 2D and mammosphere cultures of all the cell lines tested. By far, salinomycin was the most effective among the three drugs tested in killing all the tumor cell subpopulations. This result underscores the general and critical membranous integrity vulnerability in all tumor cell subpopulations.
Taken together, Scheme 2D/3D/mammosphere may be used as a first line in vitro system to screen for drugs with the broadest spectrum of cytotoxicity against CSCs and other cancer cell subpopulations of distinct differentiation grades. Using this system, we showed that cancer drugs that target either a particular strength (e.g., the elevated epigenetic reprograming) or a particular vulnerability (e.g. the necessity to complete the cell cycle) may not target all the cancer cells in a heterogeneous tumor cell population. In comparison, drugs that target lipid bilayer membranes may be advantageous to exert cytotoxicity to most, if not all, cancer cell subpopulations.
Concluding remarks
To develop curative cancer chemotherapies, we need to focus on the elimination of cancer cells, which are the source of all cancer-related pathologies including tumor cell stemness, context-dependent tumor phenotypic plasticity, inflammatory tumor microenvironment, and evasion of host immune surveillance. Currently, chemotherapy is provided to patients who are ineligible for curative regimens such as surgery, or who are unresponsive to potentially curative immunotherapies. Unfortunately, cancer is heterogeneous in multiple aspects. A molecular-targeted drug may be pathway-precise, but is likely not to achieve total tumor elimination. From a cancer death-focused perspective, it is important to target the strengths of cancer cell operatives such as genetic instability and increased freedom of epigenetic, metabolic, and redox circuitry reprogramming. However, targeting the vulnerability shared by all tumor cells in heterogeneous tumor masses, such as the increased need for biogenesis and function of membranous structure, may be a more cancer-specific approach to eradicate cancer. In order to facilitate the screening of curative cancer drugs, we need a robust cancer biology-based experimental system that recapitulates subpopulations of distinct phenotypes. Our study suggests that Scheme 2D/3D/ mammosphere-based drug screening may provide a strong biological rationale for exclusion in subsequent in vivo validations using appropriate models. In Scheme 2D/3D/ mammosphere, salinomycin exhibits a potential to overcome tumor cell heterogeneity and plasticity. While the clinical application of salinomycin needs to be investigated further, Scheme 2D/3D/mammosphere may have a broad application in preclinical studies to accelerate the development of curative cancer drugs, while reducing the cost of premature mechanistic studies and pharmacological characterization of compounds that may have only selective toxicity to some, but not all, cancer cell populations.
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